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In response to a stimulus that makes
neurons fire repetitively, many neu-
rons, such as CA1 and CA3 pyramidal
cells, develop a slow, long-lasting
hyperpolarization after the firing of
a number of action potentials (Fig. 1
A) (1). This is called a slow-after-hy-
perpolarization, or sAHP. The sAHP
was first described in neurons more
than 30 years ago (2–4). The sAHP de-
velops with a time course of hundreds
of milliseconds and decays with
a time course of seconds (Fig. 1 A).
The slow AHP is called ‘‘slow’’ to dis-
tinguish it from the fast and medium
AHPs that have faster time-courses
than the sAHP (5–8).
The negative membrane potential
and increased membrane conductance
during an sAHP prevents further action
potentials from being generated as
long as the sAHP lasts. This prevents
overexcitation of the neuron in re-
sponse to repetitive or long-lasting
stimulus inputs (1). Indeed, malfunc-
tion of the sAHPs have been impli-
cated in epilepsy (9). The sAHP
endows the cell with an activity-depen-
dent excitation that has been suggested
to be important for synaptic plasticity
and memory (10). The sAHP is also
very strongly modulated by neuro-
transmitters, allowing neurotransmit-
ters to alter the firing properties of
the neuron (11–13). Here in a study
in a recent issue of Biophysical Jour-
nal, Tzingounis and co-workers tackle
the question: What determines the
slow time course of the sAHP?http://dx.doi.org/10.1016/j.bpj.2012.11.3832
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cium inflow during the train of action
potentials was necessary for the devel-
opment of the sAHP (2–4). It was pro-
posed that it was the accumulation of
intracellular calcium during the train
of action potentials that cause the
sAHP. It was also early on shown that
the hyperpolarization of the sAHP is
due to the opening of potassium chan-
nels (2). However, the identity of the
potassium channels that open during
the sAHP remained unknown for
many years. The mechanism of how
calcium opens these potassium chan-
nels was also a mystery. It was just
recently that some of these questions
started to be answered.
The initial idea of how a rise in in-
tracellular calcium would activate the
sAHP was that intracellular calcium
directly binds to and activates cal-
cium-activated potassium channels.
The search for these calcium-activated
channels has gone on for a long time.
Many different potassium channels
have been suggested as the ones
underlying the sAHP. For example,
potassium channels that directly are
modulated by calcium, such as the
BK (14) and SK channels (15), have
been proposed as the elusive sAHP
potassium channel. However, subse-
quent studies have shown that these
channels do not underlie the sAHP,
but that instead these channels con-
tribute to the fast (6,16) and medium
AHPs (15,17), respectively (which
have a much faster time course than
the sAHP (Fig. 1 A)).
It was not until 2007 that Tzingounis
et al. (18) showed that a diffusible, cy-
tosolic calcium-binding protein, hippo-
calcin, contributes to the sAHP in CA1
pyramidal neurons in the hippocam-
pus. Hippocalcin is a member of the
visinin-like neuronal calcium-sensor
protein family. Tzingounis et al. (18)
showed that a knockout of hippocalcin
drastically reduced the sAHP and that
upregulation of hippocalcin increased
the sAHP. They further show that,
upon calcium binding, hippocalcin ex-
poses a myristoylated group and trans-lates to the plasma membrane,
presumably to activate the sAHP po-
tassium channels in the plasma mem-
brane (Fig. 1 B) (18). Even if the
knockout of hippocalcin drastically re-
duced the sAHP, it did not completely
remove the sAHP (18). This suggests
that there are several calcium sensors
contributing to the sAHP in these cells.
Interestingly, hippocalcin is highly
expressed in hippocampal neurons,
but it is not highly expressed in all
parts of the brain that exhibit an
sAHP (19). More recently, another
member of the visinin-like neuronal
calcium sensor proteins, neurocalcin
d, has been shown to contribute to the
sAHP in cortical neurons (19)—cells
which do not express hippocalcin at
high levels, but still have a robust
sAHP. That the sAHP is activated by
cytosolic calcium sensors is consistent
with earlier findings that the sAHP
seems to be sensing the bulk calcium
in the cytosol and not the calcium in-
flow in micro domains around the
plasma membrane, as is the case for
the fAHP and the mAHP.
So which channels are involved in
the sAHP?
Tzingounis et al. (18) showed that
potassium channels in the KCNQ fam-
ily contribute to the potassium currents
during an sAHP in CA3 pyramidal
cells (Fig. 1 B) (20,21). Knockouts of
KCNQ channels, or expression of
dominant negative KCNQ subunits,
decreased the amplitude of the sAHP
(20,21). Later on, Soh and Tzingounis
(22) showed that UCL2077, a blocker
of the sAHP, blocks KCNQ chan-
nels—further strengthening the idea
that KCNQ channels underlie the
sAHP. However, knockout of specific
members of the KCNQ channel family
did not completely abolish the sAHP,
just reduce the sAHP amplitude
(20,21). This suggests that there are
several channels contributing to the
sAHP, maybe even different channels
in different cell types. For example,
FIGURE 1 Time course and signaling cascade
of an sAHP. (A) Simulation of a train of action
potentials in a neuron with a fast AHP (fAHP),
medium AHP (mAHP), and a slow AHP
(sAHP). (B) Calcium influx through voltage-
gated calcium channels (blue) in response to
the train of action potentials raises the intra-
cellular calcium. Calcium binds to intracellular
calcium sensor proteins: for example, hippo-
calcin (yellow) and neurocalcin (orange). Upon
calcium binding, hippocalcin exposes amyristoy-
lated residue and translates to the plasma mem-
brane, where it activates potassium channels
underlying the sAHP. Both KCNQ (pink) and
KATP (gray) channels have been implicated as
the potassium channel underlying the sAHP.
Other calcium sensor proteins (purple) and other
potassium channels (magenta) might also con-
tribute to the sAHP.
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contribute to the sAHP in some cell
types, because glibenclamide, a spe-
cific KATP blocker, reduces the ampli-
tude of the sAHP in these cells (23).
So what determines the slow time
course of the sAHP?
The time course of the sAHP has
been shown to poorly track the time
course of the intracellular calcium
concentration (24). Tzingounis and
co-workers here study the effects of
modulating the kinetics of KCNQ
channels on the kinetics of the sAHP
in both wild-type mice and hippocalcin
knockout mice.
First, Tzingounis and co-workers
show that hippocalcin knockout re-
duces the sAHP in CA3 pyramidal
cells in the hippocampus, as previouslyBiophysical Journal 104(2) 281–283shown for CA1 and L5 pyramidal cells
(18,19). The sAHP is reduced by
>50% in the hippocalcin knockout
animals, suggesting that hippocalcin
is the major calcium sensor for the
sAHP in CA3 cells. However, there is
still an sAHP in the knockout animals,
showing that there are most likely
several calcium sensors, possibly
Neurocalcin d, that contribute to the
sAHP in CA3 cells.
Second, using Retigabine, a com-
pound that alters the kinetics of the
KCNQ currents (25,26), the authors
further show that the rise phase of the
sAHP is determined by the kinetics
of KCNQ channel opening in both
wild-type and hippocalcin knockout
animals. By clever use of different
calcium buffers, such as BAPTA, to
alter the calcium handling in the cells,
the authors could show that Retigabine
is not slowing the rise phase of the
sAHP by acting on the calcium sensor
itself. In the presence of intracellular
BAPTA, the calcium binding to the
calcium sensor is slowed down, as
seen by a drastically slowed rise phase
of the sAHP. This suggests that, in the
presence of BAPTA, calcium-binding
to the calcium sensor is now the rate-
limiting step during the rise phase of
the sAHP. In the presence of BAPTA,
Ritigabine has no effect on the rise
phase of the sAHP, suggesting that
Ritigabine is not acting on the calcium
sensor. Instead, this strongly suggests
that Ritigabine is acting on the
KCNQ channels to slow the rise phase
of the sAHP.
In wild-type mice, Ritigabine does
not affect the decay phase of the
sAHP, suggesting that the decay is not
dependent on the KCNQ channel
kinetics. Instead, this result suggests
that the decay is dependent on the
slow decay kinetics of another process
in the sAHP cascade. Surprisingly, in
hippocalcin knockout animals, the
decay of the sAHP is accelerated by Ri-
tigabine, presumably by accelerating
the KCNQ channel kinetics. The mech-
anism for this acceleration of the sAHP
decay by Retigabine in the knockout
animals is not obvious, because Ritiga-bine accelerates the opening, and not
the closing, of KCNQ channels. One
would expect that the closing kinetics,
and not the opening kinetics, to be the
most important for determining the
decay kinetics of the sAHP.
These data further strengthen the
proposed role of hippocalcin and
KCNQ channels in the generation of
the sAHP. However, more players are
probably involved, especially more
types of calcium sensors, because an
sAHP, albeit of a smaller amplitude,
is still present in hippocalcin knockout
animals. There is always the possibil-
ity that the sAHP calcium sensors,
and sAHP potassium channels that
generate the sAHP, are different in dif-
ferent cell types. It is also possible that
the different calcium sensors activate
different types of potassium channels
(Fig. 1 B). In addition, the molecular
mechanism of how the different
calcium sensors, such as hippocalcin,
activate the sAHP channels is not com-
pletely understood.
Recently, it has been proposed that
PIP2 production is down-stream of
calcium, because overexpressing the
enzyme PIP5K that produces PIP2
greatly sensitizes the sAHP to calcium
inflow (27). PIP2 has earlier been
shown to increase the current in many
channels, including KCNQ (28–30)
and KATP (31–33) channels, so it is
easy to see that PIP2 could be a part
of the sAHP cascade. Clearly, more
studies are necessary on both the mo-
lecular and cellular levels, to enable
understanding of the mechanism un-
derlying the sAHP.
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